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1^ e.t'sijcD^«{r*3ViT(i. *%Bjtt. :^^m<DEsms^mm^i&^m^^^ 

0 2 tt. E S - D 3 SBflSO^fifcRt^-r L I F «^Oj^® S^T. 

10 

15 5t©l§^t:^?>J;'5tJn;l, •^^\Z2. 5~4. 5g/LCDHEPES, *5<J;IJ^' 

RffMcD vHizmm-ir^rztbiz!ii^mf£m(DN a h c 03 m^i^m^m 

^0m<omX-Ui?iXh^ ti, 2^^l^©»Sg^«ltC. «BS^ ( 6 F ; -f >X U >, 
20 h^>;^:7aiU>. 2 -ME, 2 -XiS'y-;!/T5 >. m'b.U>m-^ hV^2>,. 

MfJHT) ^«^bT. *5gBj©ESifflaa^jtffl^«! (EAT. ESFTftttitja; 

r-s) ig-asis-rs. ::ne.o6EgiF*j;atL I Ftt7t«R$nT(ri5. cioesf 

25 ff^#TTl6JfrSclt*lT#S, ^^Vv«, 2^^BJ©ESagiiS^«ffligtliitt. 
DMEM:fej;I/F 1 2^1 : 2 : 1 (D^ti^XM-^V, HEPES, NaHCOa, 
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^fh2 3. 1 6 5 g/L^JOL.T^ffi*r^;&}OW*LV^o 

smm^^mr^ii, Esmm\x m»mi^oc t 3/4, ^^iaBna-r-^-ss 
4 (BMP 4) ^MXhii±&mmm-^(D^{tiimm^nrco sfc, 7i7^}d> 
mmi^(Dmm\z^Kim^<Dmm\z^itT^m:b^mwiyX\f^r^o 

10 *^H^<Z)»^«ifilCfeV^Ttt, L-T^n>OMS«, 1.78 mg/L-2.67 

mg/L> ifSKli 2.0025 ing/L'-'2.4475mg/L, J; 0^^f^ b< }1 2.11375 mg/L 
--2.33625 mg/LT*^o L - TJl/^Cl ><Dig JEtt, 40 mg/L'-eO mg/L, itf^ 
U < 45 ing/L'-'55 mgO., ct D^if ^ b < « 47.5 mg/L-'52,5 mg/L T^-^o L 
- T;i^^n >H C 1 (Dm&\X 75.8 mg/L— 113.7 mg/L, Sf ^ b < « 85.275 

15 mgAL-- 104.225 mg/L, J; D^fiFS K 90.0125 mg^'-99.4875 mg/L So 
L-TX/t^^>H2OC0SftStt. 13.002 mg/L-- 19.503 mg/L. i?*b<tt 
14.62725 mg/L-'17,87775 mg/L, ct t) Jff S L < « 15.43988 mg/L'-17.06513 
mg/L^feSo L-TX/^^^>mcDiiStt, 6.66mg/L-9.99mg^, 9f^V< 
it 7.4925 mg/L'-'9.1575 mg/L, J: 0 iff * U < 7.90875 mg/L'-'8.74126 mg/L 

20 X$>^o L-e^X'T'-f >HC 1 • H20<DiSS!H, 7.024 mg/L--- 10.536 mg/L, 

* L < 7.902 mg/L'-'9.658 mg/L, J; D b < 8.341 mg/L-'9.219 
mg/L T$>So L - i^X^y 2 H C 1 38.058 mg/L— 57.087 mg/L. 
if* U < 42.81525 mg/L~52.32975 mg/L, ct 0 L < « 45.19388 mg/L-- 
49.95113 mg/L T^So h - ^)\^:^ ^>mcommX 6.94 mg/L— 10.41 mg/L. 

25 *ff*b<« 7,8075 mg/L— 9.5425 mg/L, <J; D b < 8.24125 mg/L— 

9.10875 mg/L X&^o L - i^Jl^i$^ ^ XDMS,Uy 439.72 mg/L— 659.58 mg/L, 

* b < 494,685 mg/L— 604.615 mg/L, i 0 iff S b < 522.1675 mg/L— 
577.1325 mg/L So if Oiy>(DmmX 15.5 mg/L- 23.25 mg/L, iffSb< 
H 17.4375 mg/L— 21.3125 mg/L, ct 0 itf * b < H 18,40625 mg/L— 20.34375 
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mg/L^$)^o L~tX5^>^>(DJiS», 3 mg/L— 30 mg/L, iff*b<tt 
20.8485 mg/L— 25.4815 mg/L, ct D ^ff * L < « 22.00675 mg/L'-24. 32325 
mg/LTfe^o L-b FD^S/yoUXDJiSti, 4 mg/L'-'6 mg/L, 
a 4.5 mg/L'-'5.5 mg/L, <J; D iff *b< 4.75 mg/L-- 5.25 mg/L Tafe-^o L- 
-rVD-f v-XDiftStt, 52.748 mg/L-'79.122 mg/L, »S b< 59.3415 mg/L 
--72.5285 mg/L, J: D^f* b< H 62.63825 mg/L'-'69.23 175 mg/L -So L 
-Xn^zyXDmmX 54.58 mg/L-'81.87 mg/L, if* b < 61.4025 mg/L-- 
75.0475 mg/L, <t DiSF^ b< tt 64.81375 mg/L'-'71.63625 mg/L T^^o L- 
U >^>H C 1 OiSffitt, 73.74 mg/L~ 110.61 m^, »S b < 82.9575 mg/L 
'-'101.3925 mg/L, <k D b< tt 87.56625 mg/L-'96.78375 mg/L -So L 
-;<^:tr:>(7)JSStt, 15.896 mg/L-'23.844 mg/L, V< « 17.883 mg/L 
--21.857 mg/L, J; D if* b < « 18.8765 mg/L'-20.8635 mg/L T * ?>o L - :7 
:iL-JVy'y->(Dmmi'i, 30.392 mg/L— 45.588 mg/L, If* b < « 34.191 
mg/L--41.789 mg/L, cfc D iff * L- < H 36.0905 mg/L--39.8895 mg/L -So 
L - y D U XDmmX 10,9 mg/L— 16.35 mg/L, iff* b < « 12.2625 mg/L— 
14,9875 mg/L, J; DJfS L < 12.94375 mg/L— 14,30625 mg/L Ta5 -2)0 L- 
^rU>ODiSStt, 24.9 mg/L--37.35 mg/L, b < 28.0125 mg/L— 34.2375 
mg/L, cfc Dlf*b<tt 29.56875 mg/L— 32.68125 mg/L TS-So L~Xl/:tn 
XDlftStt, 44.42 mg/L— 66.63 mg/L, if * b < 49.9725 m^— 61.0775 
mg/L, J: Oi? S b < tt 52.74875 mg/L— 58.30125 mg/L T»^o L - h U :7> 
:7r>Oii^tt, 7.808 mg/L— 11.712 mg/L, if Sb< 8.784 mg/L— 10.736 
mg/L, J; 0»*b<tt 9.272 mg/L— 10.248 mg/L T=*^o L ~5^P>->C!)JSffi 
tt, 33.888 mg/L— 50.832 mg/L, iff Sb< 38.124 mg/L— 46.596 mg/L, J: 
D »* b < H 40.242 mg/L— 44.478 mg/L L -/t U XO^g^Ji. 43,86 

mg/L— 65.79 mg/L, 0 * b < (J 49.3425 mg/L— 60.3075 mg/L, i D if* b < 
52.08375 mg/L— 57.56625 mg/L 7:a&5o 

^^)V^^:ty(Dm&\X 0.2 mg/L— 0,3 mg/L, $f* b < 0.225 mg/L— 0.275 
mg/L, J; DiffSb<«0.2375 mg/L— 0.2625 mg/L T^^c /N'^T^/^AS 
^(^JSStt, 0.2 mg/L— 0.3 mg/L, iff * b< « 0.225 mg/L— 0.275 mg/L, cfc D 
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0^ ly<\t 0.2375 mg/L— 0.2625 mg/L TaS^o }z:t^>(DmmX 0.04148 
mg/L~0.06222 mg/L, S L < 0.046665 mg/L'--0.057035 mg/L, ct t) $f S 
b < H 0.049258 mg/L~0.054448 mg/L Ta&So h'T'>mtfJVzy^A(Dm 
fiEtt. 1.746 mg/L'-2.619 mg/L, ^8^* b 1.96425 mg/L'-2.40075 mg/L, 
5 J: D*f * L < « 2.073375 mg/L— 2.291625 mg/L T»^o 4a>fbn U XDiiffifl, 
4.992 mg/L~7.488 mg/L, »^ L< 5.616 mg/L-'6.864 mg/L, ct D iff* b < 
5.928 mg/L'-6.552 mg/L So ^K<DjiS«, 2.06 mg/L'-S.Og mg/L, iff 
^ L < H 2.3175 mg/L--2.8325 mg/L, J: t> jSFS b < 2.44625 mg/L~2.70375 
mg(LT»So /S^h— ;l/CDi8S«. 13.48 mg/L'-20.22 mg/L, »Sb<tt 

10 15.165 mg/L'-18.535 mg/L, J; DJFS b < « 16,0075 mg/L--17.6925 mg/L T 
r.a^>^T^ K<Dii^H, 1.8074 mg/L'-2.7111 mg/L, ttf^l.<U 
2.033325 mg/L'-'2.485175 mg/L, J; Vttf^ L < H 2.146288 mg/L'-'2.372213 
mg/Llr^So IfU H+it— ;i/HC lOSStt, 1.6 mg/L-2,4 mg/L, $?^L< 
1.8 mg/L— 2.2 mg/L, cfc b< 1.9 mg/L— 2.1 mg/L So tfU 

15 e/^HC 1 (^iftS«, 0.2124 mg/L-0.3186 mg/L, 0Sb< « 0.23895 mg/L— 
0.29205 mg/L, cfc t> * L < 0.252225 mg/L— 0.278775 mg/L Ta& S o U 3}? 
:7^H>(Z)^iffitt, 0.2076 mg/L— 0.3114 mg/L, L < 0.23355 mg/L— 
0.28545 mg/L, i D Jff S b < 0.246525 mg/L— 0.272475 mg/L 7?» So 
a >H C 1 OjiStt, 1.868 mg/L— 2.802 mg/L, ff^ V<U 2.1015 mg/L— 

20 2.5685 mg/L, ct Off ^ b< 2.21825 mg/L— 2.45175 mg/L So t'^'^> 
B 1 2 OJSStt, 0.273 mg/L— 0.4095 mg/L, I? S b < 0.307125 mg/L— 
0.375375 mg/L, <J: t)Sf*b< 0.324188 mg/L— 0.358313 mg/L So t:# 
^ii->5=-><DJSffi«, 0.816 mg/L— 1.224 mg/L, iff * b <« 0.918 mg/L— 
1.122 mg/L, cfc«9iff*b<« 0.969 mg/L- 1.071 mg/L Ta&So U^— 

25 Stt, 0.0168 mg/L— 0.0252 mg/L, ^fiF* b < H 0,0189 mg/L— 0.0231 mg/L, 
ct b < H 0.01995 mg/L— 0.02205 mg/L TfeSp U >J^^ h^) 

(Dm&iX 0.042 mg/L— 0.063 mg/L, ^QF^ b < 0.04725 mg/L— 0.05775 
mg/L, <J: Diff^b<« 0.049875 mg/L— 0.065 125 mg/L So ytiUyzy> 
^WkM(Dm^it, 0.0322 mg/L— 0.0483 mg/L, iff^ b < 0.036225 mg/L— 
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0.044275 mg/L, -cfc D^ffS b < H 0.038238 mg/L'-'0.042263 mg/L T^^o 
z^>(DmS.\X 0.146 mg/L'-0.219 mg/L, Jff S K tt 0.16425 mg/L—0. 20075 
mg/L, cfc Diff * L < 0.173375 mg/L-- 0.191625 mg/L T^^o 

^a^t;:^ h U ^7 AO^gfttt, 5279.8 mg/L'-'7919.7 mg/L, L < 5939.775 
5 mg/L'-'7259.725 mg/L, <t K) L < 6269.763 mg/L--6929.738 mg/L 
-^o ii^bJ^JUC'AOti^tt, 284.72 mg/L'-427.08 mg/L, »ftb<tt 320.31 
mg/L~391.49 mg/L, i D Jff * L < 338.105 mg/L~373.695 mg/L So 
4S>fb*;i/>'»>'A (is*) CDiSStt, 86.644 mg/L-- 129.966 mg/L, ff^l^Kit 
97.4745 mg/L~ 119.1355 mg/L. ct L < » 102.8898 mg/L~113.7203 

10 mg/Ll?»5o 5gKA;l/>">A4H20CDSmi, 20 mg/L-- 30 mg/L, ^ffSb< 
it 22.5 mg/L'-'27.5 mg/L, J: D If S b < 23.75 mg/L'-'26.25 mg/L 1?* -So 
ilLfb-^i^^S/^^A (MylO (DmmX 11.444 mg/L— 17.166 mg/L, iff Kit 
12.8745 mg/L--- 15.7355 mg/L, J: D L<it 13.58975 mg/L-- 15.02025 
mg/Ll?*So BfE^Vi^:^^^->^A (M*) (^iSfitt, 48.844 mg/L-73.266 

15 mg/L, b<« 54.9495 mg/L-67.1605mgyI., cJ; b< ^1 58.00225 

mg/L-64.10775mg/Llr*So U >®^z:7jc^± h U ^ A (*l7jc) CDiSStt, 
43.48 mg/L~65.22 mg/L, Iff* b < « 48.915 mg/L'-59.785 mg/L, J; D if ^ b 
<tt 51.6325 mg/L-57.0675 mg/L ^feSo U zK^^rh h U "i^ A 

*) CDiSStt, 188.408 mg/L'-282.612 mg/L, 0S U < « 211.959 mg/L— 

20 259.061 mg/L. <t 0 If* b < 223.7345 mg/L— 247.2855 mg/L Ta& -5 » 

(M*) 1860.4 mg/L— 2790.6 mg/L, »S L/< 2092.95 mg/L 

—2558.05 mg/L. J: L < H 2209.225 mg/L— 2441.775 mg/L -5 „ t! 

;Ph*>K:^hU»:>ACOSgma:, O.OOl mg/L-220 mg/L. if S L < 50 mg/L— 
170 mg/L, J;Diff*b<filOOmg/L— 120mg/LT^So tf;l/t:>^:^ h U ^7 

0.04 mg/L— 0.06 mg/L, if ^ b <« 0,045 mg/L— 0.055 mg/L, J;Olf*L<« 
0.0475 mg/L— 0.0525 mg/L 'r$> So BSS^a? 5 HgOCDffi^a, 0.0005 mg/L- 
0.00075 mg/L, if ^ L< « 0.000563 mg/L— 0.000688 mg/L, J:DifSb<H 
0.000594 mg/L-0.000656 mg/L So BEt^^— ^ 7 HgOCDitSfi, 0.1668 
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mg/L~0.2502 mg/L. * VKit 0.18765 mgAL~0.22935 mg/L, J: 0 iif S L < 
0.198075 mgfl:.~0.218925 mg/L TJ&S. Jg^tS 7 H20©i8Stt. 0.1728 
in©rL~0.2592 mg«i. 0* b < 0.1944 mg/L~0.2376 mg/L. <kDif*b<tt 
0.2052 mg/L~0.2268 mg/L f * ffilr >K:^ h U ACDjgffitt, 0.000692 
5 mg/L~0.00348 mg/L. Jf SK 0.000779 mg/L~0.00291 mg/L, JcOifSL- 
<t* 0.000822 mg/L~0.00263mgai Tabs, ffi-fe h U "^Att, 

flSI^JC-^fe'r. 1^fcmjDUTt>i;Vi. :7xy-;H^5; H^ie^tt. 5.248 mgfl. 
~7.872 mgfL, fiF* b < « 5.904 mgflL~7.216 mgfL. J; 0 K tt 6.232 
mg/L~6.888 mg/L T c& ■5 , 
10 :$imm<Dm^mM\ZM^^HE pes 2859.6 mg/L~4289.4 mg/L, 

IfFS L < « 3217.05 mg/L~3931.95 mg/L, 0; D S L < 3395.775 mg/L~ 
3763.225 mg/L Ttb-S. NaHCOaOJSSta, 1600 mg/L~ 2400 mg/L. 0S 
b < « 1800 mg/L~2200 mg/L. i 0 jfiF * b < 1900 mg/L~2100 mg/L Ti& 
S. 

20 ^^^Esmm^mmt^^iziimmtu^o Lfc^^oT. ^jsgMwEsaajiais 

ii-^cSmgST*5)H*#fFtB^2 003-43403 5^CD5^i|B««?<fcDC0StC 



wo 2005/0<»3968 



11 



PCT/JP2004/019818 





jije(mg/L) 




Ji^(mg/L) 




2.225 




2.25925 




50 


tfijK^— yUHCI 


2 


L-7';U^->HCI 


94.75 




0.2655 




16.2525 




0.2595 




8.325 




2.335 


L- vXx-f >HCI • HjO 


8.78 




0.34125 




47.5725 




1.02 




8.675 




0.021 




549.65 




0.0525 




19.375 


3fPU*:/e^>-lgKj^ 


0.04025 




23.165 




0.1825 




5 




6599.75 




65.935 




355.9 




68.225 




108.305 


L-Uv>HCI 


92.175 




25 




19.87 




14.305 




37.99 




61.055 


L~7^PU> 


13.625 




54.35 




31.125 




235.51 




55.525 




2325.5 




9.76 




110 




42.36 




0.05 




54.825 




0.000625 




0.25 


?5it^m-l3^7H20 


0.2085 




0.25 




0.216 




0.05185 




0.000865 




2.1825 




6.56 




6.24 


HEPES 


3574.5 




2.575 


NaHCOg 


2000 




16.85 
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mm 2 

Esmm^hv-ax es-ds (atcc. us a) ^fflvifc, ^(ommit. 
5 wtotiTus. Es-D3^8att. 0. 1 %-^^'^>^m':fu- h 

(Cell & Molecular Tedmologies, Inc., Phillipburg, NJ) T. 1 5%'J»v'j|&iB 
jfiilt, L-i^;i/;5'5>, 0. imM 2 >^hx^y — yii^U:^^^^. 

( Complete E S medium ; SIT C B U ii^-t ^ , Cell & Molecular 
10 Tfechnologies, Inc., Phillipbu:^, NJ) Tifi^Lfc. CEUmM<Dm^^&rf\Z^ 
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ES-101-B 

Complete ES Cell Culture MetSa 

Part 

Number Component 
SLM-220 OMEM ES celt qudGfied. 400 ml 
TMS-002 L-Glutamine 8ml/400 mJ media 
ES^8 4 ml nudeosldes/400 ml media 
ES-007 4 ml bela-meicaptoethanolMOO ml media 
TMM01 4 ml NEAA/400 ml media 
ES^9 GOmlFBSMOOmlmedta 
UF 4mteMF/400mlmedia 
TMS^B2 4inlFen/StrepAfOOmlr 



lease Catalog # |sLM^20l Iworidng pH range 1 7.0 I {Base Cataloq # feS-OoT 



Component 


1 mg/L 




Component 


1 mg/L 




Component 


sfL 


INORGANIC SALTS 




AMINO ACIDS 




Cytkiine 


0.73 


CaCb (anhyd.) 


20< 




L-Aininine-HCI 


8^ 




Gtianoslhe 


0.85 


Fe|NQ»)3'9H>0 


0.1 




L-Cyst«id 






Utidmo 


0,73 


Ka 


40( 




t-CV5tine-2HCI 


63 




Menosme 


0.8 


MgS04 (anhyd.) 


97.67 




L-Glutamine 






Thymicfine 


0.24 


Naa 


640C 




Gfyctna 


30 






NaHCOa 


2250 




L-Hisfidme-Ha-HiO 


42 






NaHiP04-H20 


125 




L-lsoleudne 


105 






OTHER COMPONENTS 




L4.eiiclne' 


105 






D-Ghioose 


4500 




L-Lyslne-Ha 


146 






Phenol Red 


15 




L-Methionine 


30 






HEPES 






L-Ptienvtalanine 


66 






Sodium Pyruvate 






L-Senne 


42 






VITAMINS 




L-Threonine 


95 






D-Ca pantothenate 


4 


• 


L-Tn/ptophan 


16 






Chkm'ne Chloride 


4 




L-Tyrosine 








FolicAcid 


4 




.-Tyfosme-2Na- 
2H2O 


104 






l4nosHol 


7^ 




u-Vafine 


94 






Niactnamkfe 


4 










Pyridoxat4lCI 


4 










PyrkJoxIne-HCI 












Riboflavin 


0.4 










Thiamine-HCI 


4 
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OL-y h/m 1©LIF (ESGRO i^mf^W , Chemicon International 
Ina) 'S:WimVftM]km^m (ESF7J^fl!s) ^MmhTc. Bimyi,, 

3ftu ymmLmmz.xw^mi. 0. 0 0 1 % h • 0. 0 1 sgEDTAt 
5 TiaHiia?&i oi0>*>s3 o#Ma^. \i^v7-^>tf\zxm^-&ii^w^, mcdb 

15 3 mmzMmx^fz. 0 . 1 % h U ^v-W y\z\L^-\zrc V U y>'>^4'«ib. 

E s F T^mzmm^^^L^^t:.. 3 ^-y>«s:7 jc. e s f 7 ««j«i> 

TE S -D 3^)}^^ 5-7x1 Oa/m 1 CDSfflflS^ST^aU jBcB^Hg*L}t 

-1f«14^^mt-Sfcis6fc. ifflflaSr4. 5mMi^X>M, 2. 2 5mMi7X>^:h 
hU-^A, 3mM:^^t:^h'J^A, 'o ^%:^^ J—)\'ii^xS-A%n'yiirs)\,K7)V 
15 HT?55J-|SH)tL'. ifei^U ifefcF a s t Re dSK^^y h (Nichirei Co.. 

Tblqro, Japan) i£fflViTS!jt7cCDf&#htCbfc*toX. T;W*U*Xr^r^'— if 

OCT 3 /4Sa«fi^Sr«^ffit--5fcJ6{Ctt. ilBllia<£ P B S "t" 4 
T;V7^tH (PFA) T4'CX1 6I^P^@;£bfc. Jfi^tCD-f >^a.'^- h©M 

20 fc. 0. 0 0 2 % h u :/-»^^)atcT 5 ^J-MSLTiMiSeDSjattsiiiip^-a-. 

lr«i4^yD>;/i^Lfc. «Jit^£v<:7XjT[Oc t 3/4 
(Transduction Laboratories, Lexington, KY) T?^fe^?fefiL, v'^— 
-fe:n>>?3.^r*— h-fbS impleStain MAXPO (S®^^) ir^JrtV 
25 'J'X I g G (NICHIREI Corporation, Tblyo, Japan) 3-75^-9- 

Oc t 3/4^^©:7D— y-i- hU:^:)-*fr<£rfT'5jti!e){ctt. ESiSJja^, n 

JctXR D + 2 ME + F B S •fC, *<J;rXi?^5">«^ffiy77.5^y NTC 
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EMtfT, 3x1 omi^^mmhTco mmmeBiz. mm^PBs^hui/zy 
>/EDTAThu:/e^>5a3iL. mzo. iuu>mmmn (pm?. 4) <p 
i%/i^*;PAT;i/7^t HTiP#PBiH^i/fc, ^fla^PBstt' i%-y-7j?n> (s 

igma) Oi^fpl^aaUTSiltt^iiJn^ii-fem. mmt:lml<D 

5 1 0 Sii'^JlllW (Nichirei) tpiZS O^^MSSJSU M'ij'^mV, iJjtCifiOc t 3 
/4'T^7Xtfi# ClVansduction Labolartories, Lexington, KY) ttfefcH^ffi 

^■fe-f> (F I TO -=l>z^:2.y-Ht^=¥mrrK77. 1 gGM^ 
(Immunotech, Prance) i: 3 O^J-P^KlS^^liD/S:. iJHSSr 1 X^^Skm^-^^ir 
10 «PBS7?3lHli5fei^Ufc. HSSbfcaBJia^Ep i c s A 1 t r a (Beckman 
Coulter Co., Miami, PL) T^J^Wbfc, 

n >ScM:7 9;^ 3 T E S F 7 igiftfpT- 5 B Pb^S« bfc E S - D 3 . 

0. 1 %if^5^>iKS[:7^7>n7:CEM4'T5 B^11S«L;fcES-D SUJISfc^ 

15 -c^!^«U;tet^t•©ES»tt*^)■^t;©**T*o;^o CEM'f©^ 

■&4^<&■^^7?vJfc, ESi9iijii§©*^)-^t;ottHtt, mmi. #iaaia-7-:ij-/o c 
1 3 /4 fcM-r-5tt#:T^^^5nfeaBi!a©jt^*sii)£^s ^ tic i ois^^ns. 
^i^fffli^fti^wifefefcj; 0. E s F 7 J$fl6^^^©s^:^t•® E s -D smmito c 

20 t 3/4®a®«:^mbTlifc;0t, CEMtfT«J;DiJ*7&:VijaBI§50tOc t 3/4 
Sr^SbTVi^t. :7D— hpt hU <£fflViT|li'^fci:t^, ESF7^flfi4»0 
9 5 %£A±OJffl|^*tO c t 3/4ge«^5§SbTti>t*t. CEM"fTtt8 5% 
*#|0^fll!*^Oc t 3/4*fg3EibTVi;^ (01) . 1 5 %F B S*<fct^2 

)i:tiy'hx.^y~)i^muvrcRDm.mmm'¥-vit. oc t 3/4sj?>'7=--f:/«ffl 

25 mo/-%—t>7—z^U 6 0 %*^T*-r>:fc. 
L I Fj0gg)^# 

L I F)itE S - D 3ia«iS©iijafcS.tS-r»S^|i-^;t. E S -D 3liBJ!i^i?'-f 
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1 n ^— y>T-M® L-fe 2 4-'yx.)Vy'U- hTE SF6 (ESF + 6 H^) 
If, *d;t/RD+6F4'T, *5<fct/f-tf5g^>7?S^ffiL.fc 2 4 -"i/X^uyix- 
DMEM+1 5 5gFBS+2-^;i/:*>^hXi5'/— Jl/fl?. 5.x 1 Ommy^O 
x;i/T«iaL)fc. L I FS:#>i?x;Pfc:0. l. 1 0, 1 0 0. 5 0 0, 1 00 0 

5 :ixy h/m 6Bmmmvrcmzmmt:n~)v^-:f30>:$^-'vit 

ESF6JgM (Ifctl) fccfeViTtt, L I Ftteg&*^tc:ig^^fe#W«|^TESimjig 
10 mm^Pmi'Tc, l 5%FBS:feJ;Dt2-pt;P5!j:/hXiS'y-;|/<^ffl^L 

fcDMEM (HH:^) i.iF\mmmmizituii/uiimm^m^^-fs:i!)^ 
•ore. -tfsiio-^. ^^^mcD^i^^-^^MskmBSFemm^m^^^iiuz^r), l 

15 ESF7JSfl6:*^6>L I F&^Vifc^tC*). E S -D Sifflflacog^WrS^-fbtt^ 
«)e.n;&:*^ofc, L I F®*#&Tt?FBS<£J$%»rJnA.St. ES-D3iBII§ 

E S - D 3 S F 6 bXVifc 11 1 ^^-T, 

20 ^16^4 

ES-D3iiMa<£. iS'-f:/! 35-y>TlSSLfc2 4-^7X;l/y^-h 
(Falcon) fcE S F 7 ffT, *5j;?>'-fe*55^>-rtSab;^ 2 4 '5'X;i^:/l/- htC 

cEMifT?, 1x1 ommyy^iju'cmmL, mmmmt:itmvrz (03) . 

25 ES-D3««CEM4>-CJ;<*iJabfc (IIH:^I ; T d = 9 P?f Fal) o ES-D 
3»liS«ESF7igJii!tfTttCEM4'=t»3l!J)o<D<htimLfc/&^ (mtl; Td = 

11. sufFai) , m6Sizmf^mm^^mm^'rH<Dmm\z-z)i^xhi^iiAjEm 

i;-?r»-p fc. E S - D 3 ilffllig* E S F 7 igiificfT 1 ^IJ^iil^ bT^«bT fe, 
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txs s EA - 1 ^^mmvmitfr^. 

ES i29s^rMm<Dmm 
5 E s F 7 ^mib'iE s 1 2 9 s V mm<ommizR[^-rmm^m^ft, i o i^m 

f^S 1 2 9 / S V E SMM (CeU & Molecular Ttedmologies, Inc., 

PhilUpburg, NJ) S:«Ab. JltlSr^W-^— iBJ!S±TCME«f TiH$L}'it. 

b. ESF7Jgflfi (2 0 0 0aL-yhCOLIF/ml) T:7-f ifflflg^L'-C 
10 3 ES 1 2 9SvaBBa«:«)o< tjitmu 

4K#?&fflVis^6^ifi^#w^^©sij)e*^6 E s 1 2 9 s vmm^^E sFvm 

EDTAT{i;^<, 0. 3=L~yhyml<Da^'^i — •tf:$'-Y I A- S ^fflV^ 

20 BMP 4. Tif^\£>Af£&UlZFGF-2\Z^^^ttMm 

«SfflCO»*JStf!T^S. BMP4<Dma(Drctb\Z\-i. RD+5FJg«fifCfotiy 
25 acid free-BSA 

T^5=-t*>A^RD+5F tcjp;^ i:, E s - D 3 MmcDmm^mmmm's^^ 

(D^ihtimm-^ ntco B M P 4 fatty acid free-BSA mm^m^y v-jM^T 

ein6.<Di^*tt, Es-D3iaflig*^^SEg^KjES^LT. ^M<Dm.mzB^T^ 
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^LfSJcp^^^np-SilirSr^-r. ES-D3iBB§*. E S F 7 4'-Tr^5r:> 

Hfc^ab. 2 B^i^aibfc. :kiz. mm&Es f 5 

5?lfeb>t. BMP4©^Jra®fcJ6ttt, ESF5fCfattyacid&ee-BSA (iSUg 

fcfettyacidfi:ee-BSA&^PUTJS«*fTP. ^flStt2 BS»c3S«llx/^. ibS 

yV'— hfcg^aU, FGF-2-^e.r/ffc'\/'«"J>, feSVitt. FGF-2i:'\/t 
'J>i:NGF, ^?>Vitt, FGF-2 t^A-U>iPDGF-AAi&^llDU 1 

10 ammWi. ■^n^nmmm^(D^miiL, $6fcM2BBfc^tfj?£ESF5fc 
7i'5^t*>ASrESF sfcijpx-^t. Es-D 3mM<Dmmmmmmm^<o 

^it-dmm^-^nrc. B M P 4 ^ fatty acid free-BSA (^SgJK^'J' J/jfil^ff T;!'!/ 

5» <£:a5tebfcESF5fcjp;i^t. Ksmm\t±&mmm\z^itvrc, fg 

15 F-2t^/XU>, *SVitt$6>trNGF, ^-S^ittPDGF -AA&E S F 5 

mmm? 

20 ES C5 7/BL6J ESlMiaCQ^^ 

ESF7««j55« C5 7/BL6J E smm<Dmm\zRi£-rm^^m^rc, 

1 0 f^Mf^©^^ C57/BL6J ES SfflJlS (CeU & Molecular Tteclmologies, 

Inc., Phiiiipburg, Nj) ^MAL-, Z-H^y '-y~m^±x'CME ^xmni- 

■ft, C5 7/BL6J ESiajiaSrPBSCD^^tCT. fc^V^«:$''f T'l n^-Jr 
25 :^ — •t'S:^trPBS'4>Ttf^-/5=-'<>^b, ESF 7%fli! (3 0 0 OO.-^^ 

LIF/ml) T?7^-i?'-^lia/d:bT35-y'>^S^7^Xn(ri*ab;^o C 
5 7/BL6J ESiJJi!{S*^i-^b7S:3p--5:fp?), ($o < «3ltJitb:t« f/j; 
t>-&. *^5^©ESiiiiia^«ffl^il!jS:fflVi'5C:<?:fcct»3. ffi^tt^^ -r^-'-Uja 
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1. &.-f<D^l : 



mi 





;^)t(mg/L) 




;lJi[(mg/L) 




1.78-2.67 




13.48—20.22 




40-60 




1.8074-2.7111 




75.8—113.7 




1.6-2.4 




13.002-19.503 




0.2124'-0,3186 




6.66-9.99 




0.2076-0.3114 


L- vXir-r>HCI - H2O 


7.024-10.536 




1.868—2.802 




38.058-57.087 




0.273—0.4095 




6.94-- 10.41 




0.816-1.224 




439.72—659.58 




0.0168-0.0252 




15.5-23.25 




0.042—0.063 




3—30 




0.0322-0.0483 




4-6 




0.146—0.219 




52.748—79.122 




5279.8-7919.7 




54.58—81.87 




284,72—427.08 


L-gv>HCI 


73.74—110.61 




86.644—129.966 




15.896—23.844 




20—30 




30.392—45.588 




11.444-17.166 




10.9-16.35 




48.844-73.266 




24.9—37.35 




43.48—85.22 




44,42—66.63 




188.408- 
282.612 




7.808-11.712 




1860.4-2790.6 




33.888-50.832 




0.001-220 




43.86—65.79 




0.04—0.06 




0.2-0.3 




0.0005-0.00075 




0.2-0.3 


eS^^-^7H20 


0.1668-0.2502 




0.04148-0.06222 




0.1728—0.2592 




1.746—2.619 




0.000692— 
0.00348 




4.992—7.488 




5.248-7.872 


^3! 


2.06-3.09 
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2. OTCDSI I : 



J5C7J 




myf 






1 .78—2.67 


Mm 


2.06—3.09 


1 T II -j; — 

L_ Jr JU'X^ — 


40—60 


-fyvl — ;u 


13.48—20.22 




75.8—113.7 




1.8074—2.7111 




1 0.002— 1 9.503 




1.6—2.4 




6.66—8.99 


fcUh^Vl/HCI 


0.2124—0.3186 


L- VyS^-t -XHCI • H2O 


7.024—10.536 




0,2076—0.3114 


L-i/X5^>2HCI 


38.058—57.087 




1.868—2.802 




6.94—10.41 




0.273—0.4095 




439.72—659.58 




0.816-1.224 




15.5—23.25 




0.0168—0.0252 




3-30 




0.042-0.063 




4—6 


3^PU»;/v>~i^^^ 


0.0322—0.0483 




52,748—79.122 




0.146—0.219 




54.58—81.87 




5279.8—7919.7 


L-Uv>HCI 


73.74—110.61 




284.72—427.08 




15.896-23.844 




86-644-129.966 


L--3'x — )v/7^ — y 


30.392—45.588 


Fh^:*j;1/v!7A4H20 


20—30 




10.9-16,35 




11.444-17.166 


L— 


24.9-37.35 




48.844-73.266 




44.42-66.63 




43.48—65.22 




7.808-11.712 




188.408- 
282.612 




33.888—50.832 




1860.4—2790.6 




43,86-65.79 




0.001-220 




0.2-0.3 


5gK^-a9H20 


0.04—0.06 




0,2-0.3 




0,0005-0.00075 




0.04148-0,06222 




0,1668-0,2502 




1.746-2.619 




0,1728-0.2592 




4.992—7.488 




5.248—7.872 
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3. SXTomi I I : 



mm 













1.78—2.67 


MM 


2.06—3.09 


L — rJu=\' — y 


40—60 




13.48—20.22 


L— — >HCI 


75.8—113-7 




1.8074—2.7111 




13.002—19.503 


eiJK^-th— ;bHCI 


1.6—2.4 




6.66—9.99 


t''jK^v>Hei 


0.2124—0,3186 




7.024—10.536 




0.2076—0.3114 




38.058—57.087 


^T5>HCI 


1.868—2.802 




6.94—10.41 




0.273—0.4095 




439.72—659.58 




0.816-1.224 




15.5—23.25 




0.0168—0.0252 




3—30 




0.042—0.063 




4—6 




0.0322—0.0483 




52.748—79.122 




0.146-0.219 




54.58—81.87 




5279.8—7919.7 




73.74—110.61 




284.72—427.08 




15.896—23.844 




86.644—129.966 




30.392—45.588 




20-30 




10.9-16.35 




11.444—17.166 


L— 


24,9—37.35 




48.844—73.266 




44.42—66.63 




43.48-65.22 




7.808-11.712 


(^;^) 


188.408- 
282.612 


L-5^PV> 


33.888—50.832 




1860.4-2790.6 




43.86-65.79 


?[8^^:::«*9H20 


0.04-0.06 




0.2-0.3 




0.0005—0.00075 




0.2—0.3 


BS®m-«*7H20 


0.1668—0.2502 




0.04148—0,06222 


^^#gi7H20 


0.1728—0.2592 




1.746-2.619 




5.248-7.872 




4.992—7.488 







4. 2. 5~4. 5g/L®HEPES, :iS^zmm(DpH},zmmir^kJsb\Z 
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